This study evaluates the exposure of the Ghanaian population of the Kumasi Metropolis of Ghana to formaldehyde through the consumption of fish using 3-Methyl-2-Benzothiazoline Hydrazone method, with trichloroacetic acid as an extracting agent. A total of sixty (60) fish species comprising both local and imported fish were bought from cold stores and fish ponds were analysed. Formaldehyde was found in all the species analysed with concentration ranging from 0.174 to 3.710 gg −1 . However, the levels were still lower than 5 mg/kg, which is the maximum limit established by the Malaysian Food Act and Regulation for formaldehyde in fish. The estimated daily intake values for formaldehyde in the fish species analysed ranged between 4.233 × 10 −4 and 3.661 × 10 −3 mg/kg BW/day and this was less than the acceptable daily intake of 0.15 and 0.2 mg/kg BW/day suggested by World Health Organization and the United States Environmental Protection Agency for formaldehyde intake, respectively. The results for the hazard quotient calculated for all the species were less than one suggesting that the amount of formaldehyde in the fish is not likely to pose any potential adverse health effects to consumers. Thus, wet fish from Kumasi may be considered safe for consumption because of low formaldehyde content.
Introduction
Fish is a prime source of protein, which is an important part of a healthy human diet worldwide [1, 2] . Fish consumption can lead to a reduction in the level of cholesterol, the occurrence of stroke, and protection against heart diseases [3, 4] as well as enhancing cognitive development of young children [5] . The free amino acids, fat, and water in fish make it prone to spoilage by biochemical reactions and microorganisms during postmortem process [6, 7] . During deterioration of some fish species, high concentrations of formaldehyde may form but do not accrue in the tissue because of subsequent conversion to other compounds. However, it may accumulate in some species such as cod, Pacific hake, Pollack, and haddock during the frozen storage as a result of the difference in the levels of trimethylamine oxide and its degradation [8] . Trimethylamine oxide demethylase (TMAOase) is an enzyme very active at low temperatures such as -20 ∘ C and is accountable for the demethylation of trimethylamine oxide to dimethylamine and FA [9] . Therefore, trimethylamine oxide breakdown helps in fish lipid oxidation, formaldehyde cross-linking leading to the toughness of protein, and the formation of dimethylamine give off the fishy odour [10] . It has also been observed that when fish undergoes postmortem changes, the TMAO gets broken down into trimethylamine, dimethylamine, and formaldehyde as the main products. It has been reported by Tunhun et al. [11] that TMAO is much more available in marine fish than in freshwater fish.
The World Health Organization (WHO) has set up a maximum daily reference dose (RfD) of 0.15 mg/kg body weight per day for formaldehyde [12] and the United States Environmental Protection Agency (USEPA) also set RfD of 0.2 mg/kg body weight per day for formaldehyde [4, 13] . Also, the Malaysian Food and Regulation have set an FA threshold limit in fish and its products to be 5 mg/kg body weight per day [4] . Intake of higher levels than the RfD may lead to a potential adverse effect on human health [14] .
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In Ghana, the fishery sector plays a significant role in terms of job-creating opportunities and animal protein supply [15, 16] . Fish accounts for an average of 60% of the total animal protein in Ghanaian dietary intake [15, [17] [18] [19] . There have been media reports and consumer complaints of late in Ghana of the use of formaldehyde for preserving fish regardless of the public health consequences [16, 20] . The addition of FA to fish composition can generate a chemical reaction, which could form toxic compounds or substance with hazardous effects to the consumer's health [15] .
Formaldehyde, though important in many aspects of human life and endeavours, can have negative effects on human health. Formaldehyde can affect human health, particularly on the immune, blood, and central nervous systems [21] . Formaldehyde can enter the human body through ingestion, inhalation, and dermal contact. It is an important metabolic mediator in mammalian cells, which are formed during amino acids metabolism in the body [22] . The presence of formaldehyde in human system can cause minor to serious problems such as irritation of the respiratory tract, pain, vomiting, cancer, abnormalities in chromosomes, blindness, asthma, damage to the kidney, uncontrolled cell development or cancer in the stomach and gastrointestinal tract, coma, and possible death with large formaldehyde dosage [2, 4, 8, 23] .
Consumption of formaldehyde-contaminated foods can lead to oxidative stress on the reproductive system due to disparity among extreme production of reactive oxygen species and inadequate antioxidant defence [24] . The enzyme formaldehyde dehydrogenase, which is found in all human tissues like red blood cells and liver, quickly transform formaldehyde to formate after which the carbon atom can be further oxidised to CO 2 or integrated into biological macromolecules through tetrahydrofolate-dependent onecarbon biosynthetic pathway [8, 22, 25] . Commercial fish may be contaminated with formaldehyde used as a preservative in order to keep the freshness of wet fish and seafood because they are very perishable and can only be kept fresh in ice for a few days depending on the species [7] . In addition there have been media reports of late in Ghana of alleged use of formaldehyde to aid preservation in the processing of salted fish which is a delicacy in Ghana, by the fishermen and fish mongers. Apart from a qualitative study which sought to establish the presence of formaldehyde in imported and local fresh fish in the Tamale Metropolis of Ghana [16] , research regarding the presence and assessment of exposure and risk of formaldehyde through fish consumption in Ghana is nonexistent. Since formaldehyde is a known carcinogen as well as having other negative human health related effects coupled with the fact that it had been reported to be a major contaminant in seafood and fish, this work seeks to investigate formaldehyde content in fish and assess the health risk on consumption. 
Materials and Methods

Formaldehyde Determination.
The spectrophotometric determination of the formaldehyde content in the fish samples were determined using a method described by Sibirnyi et al. [26, 27] with some modification. Briefly about 30 g of each fish sample was homogenized for 10 minutes with a homogenizer (IKA T18 basic, ULTRA-TURRAX). 60 ml of 6% (w/w) trichloroacetic acid was added to extract the formaldehyde from the fresh fish and allowed to stand for 30 minutes at ambient temperature. The extracted solution was then filtered with a Whatman No. 1 filter paper. 5 ml of the filtered fish extract solution was taken and 5 ml of 0.05% (w/v) MBTH was added followed by 5 ml of 100 ml solution of 1.0 g ferric chloride and 1.6 g sulphamic acid was then added and diluted to the mark. The solution was allowed to stand at room temperature for 15 min and the absorbance was measured at 628 nm using UVmini-1240 UVVis Spectrophotometer (SHIMADZU). Blank solution was prepared by replacing the fish extract with distilled water and treating it in the same manner as the sample. During the calibration process, a standard formaldehyde solution in the range of 0 to 2.5 mg/l was prepared from a 10 mg/l stock solution. The amount of formaldehyde in the fish sample ( g g -1 ) was calculated from standard formaldehyde curve.
Recovery Test.
For quality control, an analytical spike recovery was done by adding standard formaldehyde solutions prepared from 37% formaldehyde to check for the reliability of the methods used. That is, a known amount of the analyte was added to the fish samples before extraction and also to the extracts and was analysed using UVmini-1240 UV-Vis Spectrophotometer. The percentage recovery was calculated to assess the accuracy of the method. To assess the precision, all fish extract analyses were performed in duplicate and the absorbance for each taken three times. The mean absorbance was then used to calculate the formaldehyde concentration from the calibration curve to ensure the quality of the results. Reagent blank was also prepared by replacing the fish extract with distilled water and treating it in a similar manner as the samples in order to minimise errors and to ensure the quality of the results. Pricanthus arenatus
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is a sensitive estimation of the modification of DNA [4] . Monitoring and assessment of the hazard associated with the health of human from consumption of FA contaminated fish will require information on the quantities of fish consumed per person per day [4] . The variety of fish consumed may differ significantly from one person to another and also from country to country. The quantity of FA intake daily as a result of fish consumption depends on the type of fish and the amount consumed [4] . In Ghana, the estimated average fish consumption per capita is about 27 kg per annum [28] . The values of EDI were determined with the assumption that a person weighing 75 kg is likely to consume 74 g/day of fish [4, 29] .
Estimated Daily Intake (EDI) Calculation.
The estimated daily intake (EDI) of FA in fish was done by calculating the amount of FA in fish in order to determine the hazard quotient (HQ). The EDI calculation is given in [30] 
where EDI is the estimated daily intake (mg kg -1 day -1 ), Cm is the concentration of contaminant (formaldehyde in fish tissue wet weight)/mg/kg or g/g, IR is the ingestion or consumption rate, and BW is the body weight (75 kg).
The Hazard Quotient (HQ).
The HQ calculation is given in [31] =
where HQ is the hazard quotient and RfD is the reference dose (mg kg -1 day -1 ). HQ values of < 1 signify unlikely adverse health effects, while HQ values >1 indicate a likely adverse health effect.
Statistical Analysis
The mean and standard deviation of the formaldehyde concentration was determined using the statistical computer software. Statistical Package for Social Science version 16 was used in this study. The results were subjected to one-way ANOVA to compare the mean amount of FA in the fish followed by post hoc using Tukey HSD tests at p < 0.05.
Results and Discussion
Amount of Formaldehyde in Fish.
The results presented in Table 1 indicate that all the fish species contain certain amount of formaldehyde which differed among the fish species. Comparisons of the mean amount of FA among all the fish species analysed showed a significant difference (p < 0.05) for FA among the fish species analysed. The concentration of formaldehyde in the imported fish species ranged between 0.701 and 3.710 g g -1 (Table 1) . These results are comparable with some of the reported for finfish and shellfish samples from different markets in Dhaka in the range of 0.33 to 16 mgkg −1 [1, 7, [31] [32] [33] ; Jannan et al., 2015. These values are however lower than the results obtained by Bhowmik et al. [34] in freshwater and marine finfish samples and shrimp in Bangladesh who obtained FA content in the range of 5.1 ± 0.71 to 39.68 ± 7.87 mgkg −1 in all marketed fish. The disparity of FA for all types of fish samples analysed could be explained on the bases that different species have a different amount of trimethylamine oxide (TMAO) even if intentional addition of FA to prolong the shelf life and maximised profit was not considered. The natural occurrence of formaldehyde in fish, which might form as a result of the enzymatic breakdown of TMAO to FA and dimethylamine (DMA), also elevates the activity of other microorganisms in the fish [4, 8, 35] . The type of fish species, source, duration, and temperature of storage mostly determined the quantity of formaldehyde produced, which causes toughening of muscle and loss of water in fish, reducing the fish quality [4, 35, 36] . Saltwater species, such as Pacific hake, cod, Pollack, and haddock, contains a high amount of TMAO as a natural constituent, which was used for cell osmoregulation [37] . TMAO could undergo enzymatic breakdown to produce DMA and FA with the aid of the enzyme TMAO-ase. Hence, these species might contain high levels of FA because of TMAO breakdown and not FA adulteration. These make it hard to differentiate naturally occurring formaldehyde from contamination in the Gadidae family species [37, 38] . Some fish species (e.g., herring fish) also contain dark muscle tissue, which was one of the factors that could also lead to the formation of FA in some fish species. This muscle was situated along the side of its body next to the skin and it contains a high content of fat, oxygen, and red blood cells. It is believed that dark muscle of marine fish contained a large number of nitrogenous substances than the white muscle [39] . The mixture of oxygen and fat could make fish extra prone to lipid oxidation or rancidity. Several nitrogenous substances in dark muscle tissue contain a larger quantity of TMAO, dipeptides, free amino acids, and imidazole, and the breakdown of TMAO could lead to higher levels of FA. Therefore, the larger the dark muscle was, the more liable the fish was towards spoilage [39] . Notwithstanding, the levels found in the fish samples were far less than the limit 5 g g -1 established by the Malaysian Food Act and Regulation for formaldehyde in fish and its products [4] . Also, formaldehyde content in local tilapia (Table 2 ) ranged between 1.118 and 2.430 g g -1 and the fresh fish from ponds (tilapia and catfish), which might be presumed to contain natural formaldehyde ranged between 0.428 and 1.580 g g -1 (Table 3) , which was rather lower than that of the local tilapia from central market and the imported fish species. These variations in the formaldehyde content in the same fish species from the different sources and among the different species of fish could be attributed to fish habitat, storage time, storage temperature, compositional differences, and differences in response to reaction between fish protein and formaldehyde [40] .
Also, the results showed no significant difference between the FA content in imported and the local fish (tilapia and catfish) sampled from the cold stores and the fish ponds in Kumasi from the results of the one-way ANOVA analysis (Table 4) .
Risk Assessment of Formaldehyde Content of Fish Species
Analysed. The assessment of estimated daily intake and the hazard quotient for formaldehyde in the fish sample analysed shown in Table 5 indicated that the risks calculated as HQ were the ratio of the estimated daily intake (EDI) of LTA= local tilapia at point A, LTB = local tilapia at point B, LTC = local tilapia at point C, LTD = local tilapia at point D, LTE = local tilapia at point E, and LTF = local tilapia at point F. formaldehyde in fish to the WHO daily RfD of 0.15 mg/kg BW/day [41] . The RfDs signify an approximation of human daily consumption of fish above which consumers might be constantly exposed to significant health threat. The EDI values for the formaldehyde in the different types of fish species analysed ranged between 4.233 × 10 -4 and 3.661 × 10 -3 mg/kg BW/day, which was all far less than 0.15 and 0.2 mg/kg BW/day limit set by WHO and USEPA, respectively. From the results (Tables  5, 6 , and 7) all HQ values for all the fish species analysed were less than one (HQ < 1), which signifies that the level of formaldehyde in fish samples was not likely to have potential adverse health effects to the consumer.
Conclusion
The investigation indicated that there was FA in all the fish species analysed and this ranged between 0.174 and 3.710 g g -1 which was far lower than the maximum limit of 5 mg/kg set by the Malaysian Food Act and Regulation for formaldehyde in fish and its products. The EDI values for FA in the fish species ranged from 4.233 × 10 -4 to 3.661 × 10 -3 mg/kg BW/day, which was also lower than the maximum daily RfD of 0.15 and 0.2 mg/kg BW/day for formaldehyde established by the WHO and the United States EPA, respectively, and hence not of regulatory concern. The risk assessment from the study indicated that the HQ computed for all the species were far below 1. This signifies that the amount of FA in the fish samples is not likely to cause any potential adverse health effects to the consumer. Therefore, fresh fish in Kumasi Metropolis of Ghana does not contain high levels of FA per the study results. Thus, fresh fish species from Kumasi Metropolis of Ghana, during the study period, might not have been treated with FA as a preservative. Journal of Toxicology LTA= local tilapia at sample point A, LTB= local tilapia at sample point B, LTC= local tilapia at sample point C, LTD= local tilapia at sample point D, LTE= local tilapia at sample point E, and LTF= local tilapia at sample point F. 
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